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the CD68 ATG initiation codon which was removed by the 3' exonuclease activity of T4 
DNA polymerase. A Hind III - Xbal fragment containing 2940 bp of DNA upstream of the 
CD68 ATG codon was cloned into the reporter vector pCAT Basic (Promega, Genbank 
accession number X65322) to give the plasmid -2940 CD68pCAT. Plasmid -2940 
CD68pCAT was digested with Xhol, Bglll or Sstl and overhanging ends filled in by 
treatment with the Klenow fragment of DNA polymerase or T4 DNA polymerase before 
ligation of phosphorylated Hindlll linkers. Following digestion with Hindlll and Xbal, 5' 
truncated CD68 promoter fragments were gel purified and subcloned into Hindlll and 
Xbal digested pCATBasic to give the plasmids - 2258CD68pCAT, -1 576CD68pCAT and 
-951CD68pCAT. All other CD68 promoter deletions were prepared by PCR using 
plasmid -2940 CD68pCAT as a template and 5' oligonucleotide primers which added a 
Hindlll site and a common 3' PCR primer which spanned the Xbal cloning site of 
plasmid -2940 CD6BpCAT (listed in Table 1). Amplified fragments were digested with 
Hindlll and Xbal, gel purifed and subcloned into Hindill and Xbal digested pCATBasic to 
give the plasmids -333CD68pCAT, -232CD68pCAT, -150CD68pCAT and - 
80CD68pCAT. The first intron of the CD68 gene was PCR amplified using primers 5' 
ccggaattcTG CTG G G G CTAC TG G C AG (SEQ ID NO:5) and 5' 

tgatctagaGTCCCCTG G G CTTTTG G C AG (SEQ ID NO:6) which added EcoRI and Xbal 
sites (underlined). Following EcoRI and Xbal digestion the CD68 intron fragment was 
cloned into pCD68Bst3~2 digested with EcoRI and Xbal to give plasmid pCD68BstlVS 
and a 3022bp Hindlll- Xbal fragment was cloned into pCATBasic to give the plasmid - 
2940 IVSpCAT. The HIV minimal LTR construct HIV pCAT is from Lew et al. (1991) 
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Mol. Cell. Biol. 1 1 ,182-191 . Construct HIV IVS pCAT was made by ligating the EcoRI to 
Xba I IVS I fragment of pCD68BstlVS into the unique Bglll site in the HIV tar sequence. 
All CD68 promoter reporter constructs were sequenced using M13 reverse and CAT 
primers and shown to exactly match the CD68 promoter sequence shown in Figure A 
1 .7 kb Hindlll-BamHI (blunt) fragment containing CD1 1 b sequences from -1 706 to +91 
was excised from the plasmid pB202 (Dzjemmis et al, 1995, Blood, 85, 319-329 and 
X> cloned between the Hindlll and Xbal (blunt) sites of pCATBasic to give the clone CD1 1 b 



u pCAT. A 516bp Hind Ill-Xba I fragment containing c-fes sequences from -446 to +71 
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□ was excised from the plasmid p446 (a kind gift of Celeste Simon, Heydemann et al., 



Q 1996) and cloned between the Hind III and Xba I sites of pCATBasic to give the plasmid 
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W c-fes pCAT. Other myeloid gene promoters were cloned by PCR using the primers 
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* designed from published sequences listed in Table I with cloned DNA or human 
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^ genomic DNA templates. A Sma-BamHI fragment containing the SV40 early splice and 

P polyadenylation sequences from plasmid pMSG (Pharmacia) was ligated into Smal- 
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BamHI digested plasmid pH2KBS which contains the 1 .6kb H2K cDNA cloned into the 
EcoRV site of pBluescript (a kind gift of Dr D. Mokophidis) to give the plasmid pH2KSV. 
A 2.5kb Hindlll-BamHI fragment of pH2KSV was rendered blunt ended by treatment with 
T4 DNA polymerase and ligated-into Smal digested CD68 promoter plasmid 
pCD68Bst3-2 to give plasinid pCD68-H2KSV and the same pH2KSV fragment was 
ligated into Hindi digested human lysozyme promoter plasmid pBH7.4 (Clarke et al. 
1996) to give hl_ZM-H2KSV. Plasmid .pkb-Hindlll contains a 7.4kb Hindlll genomic DNA 
fragment of the H2Kb gene (Weiss et al., 1992).-- 




-3- 



596778 



